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Experimental note of VDR binding affinity with English translation 
Compound (68) / 20epi Aa / # 346 and Compound (72) / 20epi Ds / # 344 



Experiment of Bovine Thymus VDR binding affinity (# 7) 

(D Make phosphate-potassium buffer Keeping at 4^ 

© Diluted solution series of la,25(OH)2D3, #344, #346 

® Concentration preparation of [26,27-methyl3H] la,25(OH)2D3 solution 

Take 100 \lL and evaporate Add 6.25 mL of Japanese pharmacopeia grade ethanol 

@ Pour sample / 50 uL Japanese pharmacopeia grade ethanol ((D) into disposable 

culture tube (12 x 75 mm IWAKI) in concentration order (from thin to dense) 
(like © © -©©) 
© @are Japanese pharmacopeia grade ethanol only (by dispenser) 
© Make receptor solution (lot 110431 YAMASA) 

Pour 5 mL of phosphate-potassium buffer ((D) into a vessel containing thymus 

receptor and dissolve the receptor gently. Add further 50 mL of the buffer and stir 

gently 

© Add 500 [iL of the receptor solution to each tubes except blank (© ® © © ) 

Add 500 uL of the buffer solution to each blank tube 
® Stir by vortex, avoid forming 
® Pre incubate at it for 1 hr 

Put the top on the tubes by plastic wrap & aluminum foil 

13^40 — 14^40 rt approximately 22 C C 
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Note 3, p. 1 
(Translation) 



RI room 

(D Add 50 uL of the hot solution ((D) to each tubes by dispenser 

In case of hot only count (@ @ @ (©), hot solution is added to vial tube 
® Stir by vortex, avoid forming 

© Put the top on the tubes by plastic wrap, put the tubes into 4*C refrigerator in 
room, and stand overnight 15-10^- 

97 16217.7 dpm 

98 16349.9 

99 16280.0 

100 16634.8 

101 54.3 

102 28.3 

103 42.7 

104 56.9 Average 16370 dpm 

45 dpm 

Add 10 mL of ACS-II and measure radioactivity count for 1 min by Aloka A 
Stand rt and measure radioactivity count for 2 min tomorrow 

r -\ 
16370 dpm = 273 dps = 273 Bq 

^11.4 GBq / mg therefore 24 pg / tube j 



~9*25 

© Put out the yesterday's samples from the refrigerator in RI room and add 200 \ih of 
DCC solution (lot M602 YAMASA) to each tubes by dispenser except total count 
tubes (© ® ® @) 

Add the buffer solution ® to each total count tubes 
@ Vortex tubes 

<S> Stand for 30 min at A°C 9:50-10:20 

10:30^10:40 
© Centrifuge at 3000 rpm for 10 min at 0*C 
® Transfer 500 \ih of supernatant to 20 mL WHEATON vial 
Lay ice on tray and put tube on the ice 
Tin concentration order (from thin to dense) (T) -* @ same pipetter tip 
(^Change pipetter tip (15) —> @ 
© Add 9.5 mL of ACS-II to each tubes, shake, and measure radioactivity count (2 min) 
Aloka A 
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Note 3, p. 5 
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Bound[%] was calculated as follows^ Subtract 218 from all experimental values, then ^ 
- this value divides by (2980 - 218) and multiply 100. J 
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<Results> 

blank = 224 + 166 + 174 + 311 / 4 = 218 

0 =2744 + 2982 + 3149 + 3048/4 = 2980 

Bound[%] was calculated as follows- Subtract 218 which is average value of blank from 
all experimental values, then this value divides by (subtract 218 from 2980 which 
is average value of drug 0)(2980 - 218 = 2762) and multiply 100 

total count = 7965 + 8280 + 8052 + 8325 / 4 = 8155 dpm 

8155 / 60 dps = 136 Bq As I put 500 uL from 800 uL and measured radioactivity count 

136x8/5 = 217 Bq 
11.4 GBq / mg therefore 19 pg / tube J 

As average added amount is 16257 dpm 

from 271 Bq 

24 pg / tube J 

Approximately 80% of hot receptor exists in solution 
and the rest should absorb an inside wall of glass tube 
2lV Bq / tube = 217 / 4.85T / (50 + 500 + 50) uL 
V = 0.075 nM 

Or, it may exists as lct25(OH)2 and the rest may count of decompose stuff 
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Note 3, p. 5 
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Note 3. p. 6 
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